Summary. The 
Introduction
There are two growth phases of activity of testicular intertubular tissue in the rat. The first phase is during fetal life when the androgens secreted by the fetal generation of Leydig cells are required for sexual differentiation of the male fetus (Roosen-Runge & Anderson, 1959) . These cells are believed to regress postnatally because the second phase of Leydig cell development occurs during the 2nd and 3rd week of life (Roosen-Runge & Anderson, 1959; Lording & de Kretser, 1972) . Fetal Leydig cells can be distinguished from adult Leydig cells by morphological criteria as they contain abundant lipid inclusions and the mitochondrial cristae are tubular (Lording & de Kretser, 1972) .
Several studies have demonstrated that cells obtained from the intertubular tissue of adult mouse or rat testes include two populations of cells which bind hCG, and that these can be separated by centrifugation through gradients of Percoli or Metrizamide (Payne, Downing & Wong, 1980; Cooke, Magee-Brown, Golding & Dix, 1981;  Dehejia, Nozu, Catt & Dufau, 1982; Kerr, Robertson & de . The aim of this study was to utilize this procedure to separate the two populations of Leydig cells from postnatal rat testes.
Materials and Methods
Isolation of interstitial cells. Testes were removed from 5-50 rats, the number depending on their ages which ranged from 8, 12, 15, 17, 21, 25 Cooke et al. (1981) with the aid of a peristaltic pump. The crude intertubular cell preparation was applied to the gradient which was then centrifuged for 20 min at 800 g. The gradient was fractionated and the binding of hCG to each fraction was determined by counting in a gamma spectrometer. The refractive index (RI) of an aliquant of every 5th fraction was determined.
Microscopy and autoradiography. The fractions of the gradient were pooled according to their refractive index to yield 7 major fractions: Fraction 1, RI (specific gravity) > 1-3450 (> 10742); described (Laws, Wreford & de Kretser, 1985 25-day-old animals were fixed and embedded. Sections (1 µ ) were mounted on glass slides and processed for autoradiography. The slides were dipped in Ilford L4 nuclear emulsion and exposed for 5 weeks at 4°C. After developing, the slides were stained with toluidine blue and examined by light microscopy.
Results

Binding profiles ofhCG
The profile of 125I-labelled hCG binding in fractions collected after Percoli gradient centri¬ fugation of interstitial cells prepared from an adult rat (Fig. 1) is similar to that reported by Payne (Fig. 1) (Lording & de Kretser, 1972) (Figs 2 & 3) . Immature Sertoli cells were also identified in these fractions, together with indeterminate connec¬ tive tissue cells. This latter cell type included fibroblasts and endothelial cells which were identified as circular profiles because their cytoplasmic processes round up during the isolation procedure and the cells assume a spherical configuration (Kerr et al., 1985; Laws et al., 1985 (Fig. 7) . The grain counts over Leydig cells in Fractions 1 + 2 of gradients from 20-day-old animals confirmed specific binding (7-66 + 3-24 specific vs 0-78 ± 1-28 non-specific grains per cell (mean + s.d., 
Discussion
These results demonstrate that there are striking differences in the flotation densities of fetal and adult Leydig cells, which result in their location in different regions of 0-77% Percoli density gradi¬ ents. This difference in flotation density may be principally due to the high lipid content which characterizes fetal Leydig cells (Lording & de Kretser, 1972) . However, the position of fetal Leydig cells on Percoli gradients is the same as that in which the second peak of hCG binding occurs after fractionation of interstitial cells from adult male rats. This peak of binding was thought to be due to a second type of Leydig cell (Payne et ai, 1980; Cooke et al., 1981) or to damaged Leydig cells (Aldred & Cooke, 1982; Dehejia et al., 1982) . However, detailed morphometric studies have shown that this fraction contains mesenchymal cells and fragments of Leydig cell cytoplasm (Laws et al., 1985) . Therefore Hooker, 1948; Christensen, 1975 (Rivarola, Bergada & Cullen, 1970) , although a more recent study by Prince (1984) has described the presence of immature Leydig cells in the testes of prepubertal boys. However, after fractionation of inter¬ stitial cells from adult mice, it was shown by autoradiography that hCG was bound to an indeter¬ minate connective tissue cell that was similar to the mesenchymal cell (Kerr et al., 1985) . In 
